Apoptotic cell death were detected as described in (a). (e) WT and Tnf-R1  fibroblasts were treated without or with non-cytotoxic or cytotoxic dose TNF for 12 h, as indicated. Apoptotic cell death were detected as described in (a). (f) WT and Bad  fibroblasts were treated without or with non-cytotoxic (5 ng/ml) in the presence of CHX (1 µg/ml) and pancaspase inhibitor z-VAD-FMK (20 µM) or cytotoxic dose (80 ng/ml) TNF for 6 h (MLKL Trimerization) or 12 h (Cell death assay), as indicated. MLKL trimerization was detected by nonreducing gel (SDS-PAGE without -ME and DTT) and analyzed by immunoblotting of MLKL, BAD, and -actin using corresponding antibodies (Left panel). Cell death was determined by PI staining and flow cytometric analysis (Right panel). (g-i) Different fractions (F, fraction; F14, Fraction number 14 and etc.) of the TNF preparation (R&D) (g) were used to treat WT and Bad  immortalized fibroblasts, as indicated, and caspase-3 activity were detected (h-i). The concentration of TNF in different fractions was shown in Table S3 . (j-k) Primary hepatocytes (j) or immortalized fibroblasts (k) were treated without or with various doses of TNF for 4 h, as indicated. BAD mitochondrial translocation was determined by cytosol [containing cytoskeleton, Cytosol(+C)] and mitochondria fractionation (see "Materials and Methods" for details), followed by immunoblotting with corresponding antibodies, as indicated. (l-m) WT fibroblasts were treated without or with non-cytotoxic dose or cytotoxic dose TNF for 12 h and the co-localization of BAD with mitochondria was analyzed by immunofluorescence staining using anti-BAD antibody, MitoTracker and DAPI (4',6-diamidino-2-phynylindole). Images were taken with confocal microscopy. Scale bar, 5 m (l). Co-localization of BAD with mitochondria in (l) was quantitated by the ImageJ program in six random fields and determined by Pearson's correlation coefficient (m). Data in (a-f, h-i and m) are means ±s.d. **, P < 0.01, as analyzed by two-tailed unpaired Student's t test. All data represent two to three individual experiments with similar results.
WT fibroblasts were treated without or with cytotoxic dose TNF for various times, as indicated. The cytosol fractions were separated from the cytoskeleton fractions by ultracentrifugation (see "Materials and Methods" for details). Potential protein-protein association between G-actin and BAD in the cytosol was analyzed by immunoprecipitation with anti-actin antibody, followed by immunoblotting with anti-BAD antibody. The associations between G-actin and Cofilin and 14-3-3 with phosphorylated BAD were used as positive controls. IKK-phosphorylation of BAD, expression levels of BAD, Cofilin, G-actin and 14-3-3 were determined by immunoblotting with corresponding antibodies (Input). (c) Purified G-actin monomers were incubated with purified GST, GST-Cofilin or GST-BAD protein separately in vitro. An aliquot of the mixture was subjected to ultracentrifugation to detect the interaction between GST-fusion proteins and F-actin in actin filaments. In parallel, another aliquot of the mixture was used in GST pulldown assay to detect the interaction between GST-fusion proteins and G-actin monomers. GST-fusion proteins and actin were detected by immunoblotting with anti-GST and anti-actin antibodies, respectively. A third aliquot of the mixture was used as Input. Figure S4 The ability of TNF to induce apoptosis is regulated by actin stress fiber polymerization. WT and Bad -/-fibroblasts were pretreated without or with 5 M Sphingosine-1-phosphate (S1P) (a-b), 2.5 g/ml Latrunculin B (c-d) or DMSO (control) for 1 h, followed by stimulation without or with non-cytotoxic or cytotoxic dose TNF for various times, as indicated. BAD phosphorylation and BAD mitochondrial translocation were determined by cytosol [containing cytoskeleton, Cytoso(+C)] and mitochondria fractionation (see "Materials and Methods" for details) and immunoblotting (a, c). The percentage of IKK-phosphorylated BAD in total cytoplasmic BAD protein (a, c) was determined, as described in (Figure 1f and Supplementary Information, Figure S9x -S9y). Apoptotic cells were determined as described in (Figure 1a ) and present as means ±s.d. **, P < 0.01, as analyzed by two-tailed unpaired Student's t test (b, d). All data represent two to three individual experiments with similar results. 
